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(b） TablelSeparationofandrogens (c） (a） 
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Fig.２Typicalmassfragmentogramsof5aとＤＨＴａｎｄ３ａ,5ａＬｄｉｏＬ
(a）Authenticsamples（２０，９/tube)，（b）extractsfmmincubation 
mixturean。（c）extractsfromincubationmixturewithdeactivated
enzyme、ＳＩＭ:ＳａＤＨＴ("z/2273.1),３α’5aLdiol(､/22571)．
substrateandtheproducts・Ｔｈｅｌｉｍｉｔｓｏｆｄｅｔｅｃｔｉｏｎｏｆ５ａＤＨＴ
ａｎｄ３α,50ＭｉｏｌｗｅｒｅＬ６ｎｇａｎｄ６００ｐｇ（signaUnoise＝５)， 
respectively． 
Dae伽"α"o〃cﾂﾞe"Z)wzarjcaﾉﾉy/ｂｍｚｅｄ５ａＤＨＴα"d3a5a-djoノ
TwasincubatedwiththeenzymesourｃｅａｎｄＮＡＤＰＨ，and 
afterthepretreatlnent，theextractswereanalyzedusing 
LC/APCI-MSinthefUllscanmode("z/2250-300)．Thepeaks 
correspondingto5a-DＨＴａｎｄ３ａ,5adiolappeared，andthese 
wereidentifiedbycomparisonwithauthenticsamplesbasedo、
theirchromatographicbehaviorobtainedusingtwodifferent 
columns(ChromolithPelfOrmanceRP-l8e,Ｊ，sphereODS-H80） 
andthemassspectra,Nootherpeakoriginati､gfromthe 
enzymereactionandanendogenoussteroidintheratprostate， 
suchasthe5βreducedsteroid,wasobservedltisreportedthat 
5βrcductaseexistsinthecytosolfTactionofliver.，Thercfbre， 
ｔｈｅｓｕｍｏｆ５ａ－ＤＨＴａｎｄ３ａ,5α-diolwascalculatedasthe 
amountofproductsinthefOllowingkineticsstudiesTypical 
massfragmentograｍｓｏｆ５ａＤＨＴ("z/２２７３１）ａｎｄ３ａ,5ａｄｉｏｌ 
(､/2257.1）intheextractsfromthestandardincubationmixture 
andfTomtheincubationmixturewiththeheat-deactivated 
enzymeareshowninFig2・
Althoughthecalibrationcurvesshouldbedrawnwiththe 
internalstandards（ISS)，whichshouldbethestableisotope 
labeledanalytes，theselSscorrespondingto5aDHTand 
3α,5adolwereneithercommerciallyavailablenoreasyto 
synthesize、Ｗｅｔｒｙｔｏｕｓｅ［2Ｈ３]-5αＤＨＴａｓｔｈｅｌＳ，but
satisfactorycalibrationcurvｅｆＯｒ３ａ,5ＣＭiolhasnotbeen 
obtainedTherefOre，ｗｅａｔｔｅｍｐｔｅｄｔｏｕｓｅｔｈeabsolute 
calibrationcurvemethodfOrthedeterminationoftheproducts・
Inordertoassessthelinearity，ablankincubationmedium 
spikedwithgraduatedamountsof5aとＤＨＴａｎｄ３ａ,5adiol
wereanalyzedbyLC/ＡＰＣＩ－ＭＳ，andtheregressionlineswere 
constructedbyplottingthepeakareasofthesteroiｄｓ(y)ｖｅｍ"s 
theamountofthesteroids(ng/tube)(Ｘ)．Bothlinesconstructed 
using5aDHＴａｎｄ３ｑ５ａとdiolshowedgoodlinearities｛Ｙ＝
0.990(±0.236)Ｘ－Ｏ３５８(±1.68)，Ｙ＝3.59(±0.67)Ｘ＋ 
2.71(±474);ｍｅａｎ±ＳＤ.,respectively,slopeandintercept(× 
105),〃＝５（inter-dayassay)}withacorrelationcoefficient(r2）
ofgreaterthan＞０９９｛0.997±０．００３ａｎｄ0.998±0.001(ｍｅａｎ± 
ＳＤ.),respectively｝withintherangeof5-40ng/ｔｕｂｅａｎｄ２－ 
４０ｎｇ/tube，respectively，andnearlypassedthroughtheorigi、
However，theslopesvariedamongtheinter-dayassay，sowe 
usedanewlypreparedcalibrationcurvefOreachassay・
Therelativestandarddeviation（ＲＳＤ.）ofthecalculated 
amountsof5aとＤＨＴａｎｄ３ａ,5cMiolspikedintheblank
incubatioｎｍｅｄｉｕｍｗｅｒｅｌｏｗｅｒｔｈａｎｌ５９６ａｎｄｌ0％， 
respectivelyAlthoughthereproducibilityofthe5aDHT 
determinationnearthequantificationlimit（５，９/tube）ｗａｓ 
ｓｏｍｅｗｈａｔｌｏｗ，ｔｈｅａｃｃｕｒａｃｙｏｆｔｈｅａｓｓａｙｆｂｒ５〃ＤＨＴａｎｄ
３ａ,5α色diolweresatisfactory（９４０－１１０９６ａｎｄ98.0-109,
respectively)(Table２） 
Theabsoluterecoveryratesfromtheblankincubation 
mediumareasfOllｏｗｓ（mean，〃＝２)：５αＤＨＴ（５，９/tube，
107％；２０，９/tube，92396)，３α’5adiol（２，９/tube’106％；ｌｏ 
ｎｇ/tube,96.0％)． 
Ｋｊ"e"cα"‘j"/z伽oXysmd/esqノブa-Red
InordertoestimatetheproposedmethodfOrtheassayofthe 
5aRedactivity,ＫｍａｎｄＶｍａｘｆｏｒＴ,andthelC50ofFinasteride② 
weredeterminedWeusedtheratprostaticenzymesource 
whichcontainedtwoisoenzymes6TheLineweavel-Burkplot， 
whichwasconstructedbyplottingl/ｖｖｅｍＬＩｓｌ/[S]，showeda 
goodlinearity・TheKmandVinaxvaluesobtainedfTomfive
differentratprostatic5aRｅｄｓｗｅｒｅＯ７８±Ｏ３０１ＪＬＭａｎｄ１５．３± 
4.7ｐｍｏｌ/ｍin/mgprotein（ｍｅａｎ±Ｓ、.，〃＝５),respectively・
TheobtainedKmvalueiscompatiblewiththemagnitudeofthe 
reportedｏｎｅ(2.4±ＬＺｕＭ,〃＝８).lo
ThelC5ovalueofFinasteride②wasmeasuredusingtwicethe 
amountsofthesubstrate，enzymesourceandco-factorwhicｈ 
ｗｅｒｅｕｓｅｄｉｎｔｈｅｕｓｕａｌｅｎｚｙｍｅａｃｔｉｖityexpenmentbecauseits 
inhibitiｏｎｇａｖｅｌｏｗｃｒａｍｏｕｎｔｓｏｆ５ａＤＨＴａｎd3a5adiolthan 
thoseobtainedfｒｏｍｔｈｅｕｓｕａｌａｓｓａｙＴｈｅｐＨｏｆｔｈｅｉｎｃｕbation 
meｄｉｕｍｗａｓｓｅｔａｔ５､５，inwhichFinasteride⑪inhibitedthe 
5aR2activity6TheobtainedIC5o（Fig.３；２３７ｎＭ）valueis 
compatiblewiththemagnitudeofthereportedone(４７０，Ｍ).'１ 
ThedescribedLC/APCI-MSmethodfOrthedeterminationof 
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